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[0 0 0 1 ] 

5& w a „ p53« ppftii <r> mn * M-t & w« * ^ tr k h -t- & » 

[0 0 0 2] 

M l -£tltzfft%L9 (W002/052007) 0 fit, itfe^-ScMfe ^/;f^£ 

[0 0 0 3] 

* >7A°^®#7t^fJJv^T-A &~ J: Ij , =y J If^-y XiRING f inger-t 7 fc^i"* i 

Atr^^>9>f tv^«^#<^,w§*L"Cv>S3& 1 , sunt, v^-tr* v >*«E3Aif 

V»£ (W002/052007) 0 
[0 0 0 4] 

fcTSSftlfiWHWiat^^* * o p53(±. DNA±CO#^^m»Sa^lJ [5' -(A/T)GPyPyPy-3' )] 
*»«U wafl/cipl, GADD45, BAX#©#56oa^f-^<e^Mtt<k*iE"to (i)f 
<DmO&<<DMitt<Dm3fZWU-$-& - t N (ii)SV407- yWHC, TtV ;vyEIB^ 

fc ^ii, (iii)^^vy^ Sr-^tr DNA fc #Hlft &-ln / o't~ £ - ^ «o£Mfg 

frLT V* & o 
[0 0 0 5] 

[##fpjtftfcl] Vogelstein B, Lane D, Levine AJ. Surfing the p53 network. Na 
ture. 2000 Nov 16 ;408 (6810) : 307-10. 

[0 0 0 6] 
[0 0 0 7] 

/ «— o 

[0 0 0 8] 

^f&^tiJslT^a*) t*4o 

(l) P 53 WfirWST- co ffitt £ «1- & w £ E% o 

[0 0 0 9] 

[f v y If* 0 a - Ki~& stfST" £ & s i RNAX t ± shRNA) £M/F-f & £ & Q 
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[0011] 



(4) vo^*fi#Lrp53«»1Wit^*«^»*ft***-fc* , l*« k ^ 




[0 0 14] 

a* o t , « © * n tl %> k it p53 z m± k m s & - s * * ° 



[ 0 1 8 ] 
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^^^IPJ^^Tii. p53 (p53*V<*«) OT^10-i^i>W^ 
fcfcJ:$p53£«tett$**£fc**r«fc1-*o p53<3 V >Bfeft<Z>*fr&«^ p53«T5/i* 

[0 0 2 1 ] 

2 yyftr/ mm its isw 

P 53 * ^tt-ft-r s * k a > -> ^ ^ * ^ ^ * * ^^^^ $ ** * ° 

#fcR£3;fc*fe<a-CttfcV^ fiJxifRNA^^ (RNAi 
) *5Rlffl-f* i k^-Cl *o WW 0 vat^t'^-f *siRNA(small interfering RNA) 

^ o 

[0 0 2 3] 

RNAifctt. dsRNA(double-strandRNA)«fi^^^#^a^^^R6^r|^U Stt 

wwa-^f-sr-eowf-rsifc^-t ^oums:^* < E#-r*K*"?**o «x.h, dsRN 

[0 0 2 4] 

siRNA<7)|&fH±. IJ frfc 7 £ t ^-C § £ o 

[ 0 0 2 5] 

jftSr^T-Rtt^-rAi fc**lTI6T»abSo fllx.tf, GenBank Accession nu 

mber AB024690 (BE^I#^ 1 ) * - &o 

(b)°a^uk«*^e>, AA-ei&saBBEifcaftu ^<a@B^s ^19-25^ sft 

(i) (iBW-^-2) . (ii) (SB«^3) > (vi) {W&m^D > (vii) (SB»^ 8 

) „ (viii) (bb^j#-^9) ^mmt-r^^tm^th^o 

(i) AA TGTCTGCATCATCTGCCGA GA (SB 2 ) 

(ii) AA GCTGTGACAGATGCCATCA TG (SB^]#-^ 3 ) 

(iii) AA AGCTGTGACAGATGCCATC AT (SB3*J#-^4) 

(iv) AA GAAAGCTGTGACAGATGCC AT (BB^IH^ 5 ) 

(v) AA GGTTCTGCTGTACATGGCC TT (1E?!)#-^ 6 ) 

(vi) AA CAAGGCTGTGTACATGCTC TA (lB^iJ#-^ 7 ) 

(vii) AA ATGTTTCCACTGGCTGGCT GA OBffl&^S) 

(viii) AA GGTGTTCTTTGGGCAACTG AG (@B^J#^ 9 ) 

(ix) AA CATCCACACACTGCTGGAC GC (§B^iJ## 1 0) 

(x) AA CACCCTGTATCCAGATGCC AC (SB^J^ 1 1 ) 

(xi) AA GGTGCACACCTTCCCACTC TT (IB?!l## 1 2 ) 

(xii) AA TGTTTCCACTGGCTGGCTG AG (SB»^ 1 3) 
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(xiii) AA GAGACTGCCCTGCAACCAC AT (S£«"^ 1 4) 

(xiv) AA CGTTCCTGGTACGCCGTCA CA OE^IS* 1 5) „ nH .,_ i±I „ 
{± > 3 l^T^m(short hairpin RNA) fcBftftL, -*«^-«<0«*Hfe©« 

Si:t^t«tMo ^LT^jAO*$til9~25m». »*L<f±19~2 

iti-e$)i)o 

[0 0 2 9] 



Sk StttSa^ *ttu>^ttejflL*. ^xmmm^m, mnv^^m) 

i^ ( ±!L%mt:^oT^ (8»U4ou*o-c4, fc©M*tt»Lfc**>-** 
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[ 0 0 3 6] 

W^>]i^^^7->W^ (syno-/-) JffeiB«MH^3ffla& (MEFs) ^*»t* T*° 
[0 0 3 8] 

Jfrfc (^^/*n-^K#BD:Becton, Dickinson tt. 9 ^ ¥ *° U * n 

FL393 : Santa cruztt) *ffiV>Tftaftfe*frofco 3% *f#J/^ * BS *J q 3 °f 
^U7^>^^ofcW, 0.3%BSAT?«L/i^p53» (BD : 10^g/mU FL393 . 5^ 
g/ml) *»"C6WM&ftKJS**fc. Rfi?«©«**PBS-Cft»«, fluorescein isothio 
cyanateHW/u * * ¥IgGSM* 4 *= ttTMTCMi^ 9 * IgG 4ft *<£^ * 2 + 

^RltBStLfc (Hil) o 

mmm 2 i 

[0 0 4 0] 

syno _/--7^^^i3^^p53ffiM<7?W ^_ ^ 

syn oV-^*K£tf&p53f§tt4b^ftft. embryo * JS v^ajfefe <£ «3 fro/c Q 

^Vt>%] synoV-^tf^tf*^^^ Uttfcfcffe^fclftfc;* 9 W K2H?*.tfc 
^^t^VABC*? h (VECTORS) Srffl^Tffo fee -/a * *>^&BTC30fc 
-y V > ^ L fc** ICW- L T , 5 fi g/ml fc*JR L fcjffip53t!6flSFL393 ft Sft-CeOfl-Wftft 

synoV-^embryo^43lt^p53^mbL-CV^ii:«M^^ (H2) . 

[f&Sfefil 3 ] 
[0 0 4 3] 

p53K$j"f&W tf^-V ><7>£2* „ 
syno-/-^MEFi#«lffifla * »t * T ^ - ~> * NX * > « * * - * * > ? u ? ^ 4 y 
ffl/ZX b/to 

t^t 4 #iiitttf#« (15 mM Tris-HCl (pH7.5) . 200 mM NaCK 0.5% NP4 
0 1 mM PMSF. 0.1%sodium dodecyl sulfate (SDS) . 2^ g/ml Leupeptm, 2^ g/ml Apro 
tinin 2 « g/ml Pepstatin) *fflV»TSWfi«»M**W*^fe« *«>^ SDS ^* Cryl * 
midelt^M (SDS-PAGE) ClWlW^St^ SDS-PAGE^. ttfi*^^ 

NCKfcttU 5****5 Tris buffered saline (TBS) 

y % y 7 L tfcp53Si#c-tar«iiial aa; 195-393 * fc t±FL393 ft 5%* * * ^ 

MBS-C*RbTS», lWWftft»S3*fc- RJB«ONCR*0.1X Tween20/TBST^fe#L 
\orse radish peroxidase (HRP) «^9**Ig^#*2^#fc UT» 
ffiKiB*^ 0.1% Tween20/TBS^#-U HRPffittftfcffi-** i t K X «9 @ »«Wft*ffl 
L/co HRPfett^lftttiPttEa^ ? h (Amershamtt) ftfflWc (Clinical Chemistry. 25, 

pl531, 1979) o 
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[0 0 4 5 ] 

/^tJO UV»4ifc 36*?*B $ tL/c (HI 3 ) o 

immm 4 ] 

[0 0 4 6] 

o 

[0 0 4 7] ^ _ , 

p53 (sb^ij#-^i 6) oi^s-b'j ^m^^fsmi-^^i^^L 1 ; > 

^bp53-=E J >7 u - MM* (P53serl5-P > P53ser20-P , P53ser37-Pi3 «£ y f P53ser46-P 
;Becton, Dickinson tt) £fflV>T. MEF*ffi)&WM6S£SDS-PAGE^JitU 

> m4bp53^ y * n - i- * , * L r flm&# L r ^ * * i s g n y ^-hrp * ffl v> £ 

[0 0 4 8] . . 

syno-/-OMEF«Wa^i3V^-C, p53 <7)T 5 7 miB^J (EE^J#-^ 1 6 ) 1^ 

#i5#Bo-fey >WJ >BMk**SS*-e*^ ^ (124) o ;£_t?v^;v 

[smJi^fuffi^tbtt] 

[0 0 4 9] 
[0 0 5 0] 

[HIl] W if* 'J v9T*7 Y^VX^mm#MM(MFs)\z&il2>-&MM. 

[0 2 ] syno-/-^embryo^*3^^tfbp53*fL#^ ± S&£iiBji^fe<&*&*£*i"^*"? 
[@3] r^f-y^il^ y^^SClt^^xX^ yf-f >^^**7rc 

[H 4 ] syno-/-OMEFJ#*JWIlfet*tt&p53© 'J ^&4fc^&*ra^Lifctt**:*FT-5- 
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SEQUENCE LISTING 

<110> Locomogene, Inc. 

<120> A method of inhibiting a cancer 

<130> P03-0156 

<160> 16 

<170> Patentln version 3.2 

<210> 1 

<211> 3374 

<212> DNA 

<213> Homo sapiens 

<400> 1 



60 
120 
180 
240 
300 
360 



gccctttctt atgagcatgc ctgtgttggg ttgacagtga gggtaataat gacttgttgg 

ttgattgtag atatagggct ctcccttgca aggtaattag gctccttaaa ttacctgtaa 

gattttcttg ccacagcatc cattctggtt aggctggtga tcttctgagt agtgatagat 

tggttggtgg tgaggtttac aggtgttccc ttctcttact cctggtgttg gctacaatca 

ggtggcgtct agagcagcat gggacaggtg ggtaagggga gtcttctcat tatgcagaag 

tgatcaactt aaatctctgt cagatctacc tttatgtagc ccggcagtcg cgcggattga 

gcgggctcgc ggcgctgggt tcctggtctc cgggccaggg caatgttccg cacggcagtg 

atgatggcgg ccagcctggc gctgaccggg gctgtggtgg ctcacgccta ctacctcaaa 

caccagttct accccactgt ggtgtacctg accaagtcca gccccagcat ggcagtcctg 

tacatccagg cctttgtcct tgtcttcctt ctgggcaagg tgatgggcaa ggtgttcttt 

gggcaactga gggcagcaga gatggagcac cttctggaac gttcctggta cgccgtcaca 

gagacttgtc tggccttcac cgtttttcgg gatgacttca gcccccgctt tgttgcactc 

ttcactcttc ttctcttcct caaatgtttc cactggctgg ctgaggaccg tgtggacttt 

atggaacgca gccccaacat ctcctggctc tttcactgcc gcattgtctc tcttatgttc 

ctcctgggca tcctggactt cctcttcgtc agccacgcct atcacagcat cctgacccgt 

ggggcctctg tgcagctggt gtttggcttt gagtatgcca tcctgatgac gatggtgctc 960 

005-3006375 



420 



480 



540 



600 
660 
720 
780 



840 



900 
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accatcttca tcaagtatgt gctgcactcc gtggacctcc agagtgagaa cccctgggac 



aacaa 



ggctg tgtacatgct ctacacagag ctgtttacag gcttcatcaa ggttctgctg 



1020 



1080 



tacatggcct tcatgaccat catgatcaag gtgcacacct tcccactctt tgccatccgg 1140 

cccatgtacc tggccatgag acagttcaag aaagctgtga cagatgccat catgtctcgc 1200 

cgagccatcc gcaacatgaa caccctgtat ccagatgcca ccccagagga gctccaggca 1260 

atggacaatg tctgcatcat ctgccgagaa gagatggtga ctggtgccaa gagactgccc 1320 

tgcaaccaca ttttccatac cagctgcctg cgctcctggt tccagcggca gcagacctgc 1380 

cccacctgcc gtatggatgt ccttcgtgca tcgctgccag cgcagtcacc accacccccg 1440 

gagcctgcgg atcaggggcc accccctgcc ccccaccccc caccactctt gcctcagccc 1500 

1560 



1620 



1680 



cccaacttcc cccagggcct cctgcctcct tttcctccag gcatgttccc actgtggccc 
cccatgggcc cctttccacc tgtcccgcct ccccccagct caggagaggc tgtggctcct 
ccatccacca gtgcagcagc cctttctcgg cccagtggag cagctacaac cacagctgct 
ggcaccagtg ctactgctgc ttctgccaca gcatctggcc caggctctgg ctctgcccca 1740 
gaggctggcc ctgcccctgg tttccccttc cctcctccct ggatgggtat gcccctgcct 1800 
ccaccctttg ccttcccccc aatgcctgtg ccccctgcgg gctttgctgg gctgacccca 1860 
gaggagctac gagctctgga gggccatgag cggcagcacc tggaggcccg gctgcagagc 1920 
ctgcgtaaca tccacacact gctggacgcc gccatgctgc agatcaacca gtacctcacc 1980 
gtgctggcct ccttggggcc cccccggcct gccacttcag tcaactccac tgaggggact 



2040 



2100 



gccactacag ttgttgctgc tgcctcctcc accagcatcc ctagctcaga ggccacgacc 
ccaaccccag gagcctcccc accagcccct gaaatggaaa ggcctccagc tcctgagtca 2160 
gtgggcacag aggagatgcc tgaggatgga gagcccgatg cagcagagct ccgccggcgc 2220 



cgcctgcaga agctggagtc tcctgttgcc cactgacact gccccagccc agccccagcc 
tctgctcttt tgagcagccc tcgctggaac atgtcctgcc accaagtgcc agctccctct 
ctgtctgcac cagggagtag tacccccagc tctgagaaag aggcggcatc ccctaggcca 
agtggaaaga ggctggggtt cccatttgac tccagtccca ggcagccatg gggatctcgg 



2280 



2340 



2400 



2460 
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gtcagttcca gccttcctct ccaactcttc agccctgtgt tctgctgggg ccatgaaggc 2520 

agaaggttta gcctctgaga agccctcttc ttcccccacc cctttccagg agaaggggct 2580 

gcccctccaa gccctacttg tatgtgcgga gtcacactgc agtgccgaac agtattagct 2640 

cccgttccca agtgtggact ccagaggggc tggaggcaag ctatgaactt gctcgctggc 2700 

ccacccctaa gactggtacc catttccttt tcttaccctg atctccccag aagcctcttg 2760 

tggtggtggc tgtgccccct atgccctgtg gcatttctgc gtcttactgg caaccacaca 2820 

actcagggaa aggaatgcct gggagtgggg gtgcaggcgg gcagcactga gggaccctgc 2880 

cccgcccctc cccccaggcc cctttcccct gcagcttctc aagtgagact gacctgtctc 2940 

acccagcagc cactgcccag ccgcactcca ggcaagggcc agtgcgcctg ctcctgacca 3000 

ctgcaatccc agcgcccaag gaaggccact tctcaactgg cagaacttct gaagtttaga 3060 

attggaatta cttccttact agtgtctttt ggcttaaatt ttgtcttttg aagttgaatg 3120 

cttaatcccg ggaaagagga acaggagtgc cagactcctg gtctttccag tttagaaaag 3180 

gctctgtgcc aaggagggac cacaggagct gggacctgcc tgcccctgtc ctttcccctt 3240 

ggttttgtgt tacaagagtt gttggagaca gtttcagatg attatttaat ttgtaaatat 3300 

tgtacaaatt ttaatagctt aaattgtata tacagccaaa taaaaacttg cattaacaaa 3360 

3^74 

aaaaaaaaaa aaaa OJIH: 

<210> 2 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 2 

aatgtctgca tcatctgccg aga 23 

<210> 3 

<211> 23 

<212> DNA 

<213> Homo sapiens 



<400> 3 

aagctgtgac agatgccatc atg 



23 
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<210> 4 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 4 

aaagctgtga cagatgccat cat 



<210> 5 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 5 

aagaaagctg tgacagatgc cat 



<210> 6 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 6 

aaggttctgc tgtacatggc ctt 



<210> 7 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 7 

aacaaggctg tgtacatgct eta 



<210> 8 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 8 

aaatgtttcc actggctggc tga 



<210> 9 
<211> 23 
<212> DNA 
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23 



23 



23 



23 



23 
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<213> Homo sapiens 
<400> 9 

aaggtgttct ttgggcaact gag 



<210> 10 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 10 

aacatccaca cactgctgga cgc 



<210> 11 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 11 

aacaccctgt atccagatgc cac 



<210> 12 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 12 

aaggtgcaca ccttcccact ctt 



<210> 13 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 13 

aatgtttcca ctggctggct gag 



<210> 14 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 14 

aagagactgc cctgcaacca cat 
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23 



23 



23 



23 



23 



23 
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<210> 15 

<211> 23 

<212> DNA 

<213> Homo sapiens 

<400> 15 

aacgttcctg gtacgccgtc aca 23 



<210> 16 

<211> 393 

<212> PRT 

<213> Homo sapiens 

<400> 16 

Met Glu Glu Pro Gin Ser Asp Pro Ser Val Glu Pro Pro Leu Ser Gin 
15 10 15 



Glu Thr Phe Ser Asp Leu Trp Lys Leu Leu Pro Glu Asn Asn Val Leu 

20 25 30 



Ser Pro Leu Pro Ser Gin Ala Met Asp Asp Leu Met Leu Ser Pro Asp 
35 40 45 



Asp He Glu Gin Trp Phe Thr Glu Asp Pro Gly Pro Asp Glu Ala Pro 
50 55 60 



Arg Met Pro Glu Ala Ala Pro Arg Val Ala Pro Ala Pro Ala Ala Pro 
65 70 75 80 



Thr Pro Ala Ala Pro Ala Pro Ala Pro Ser Trp Pro Leu Ser Ser Ser 

85 90 95 



Val Pro Ser Gin Lys Thr Tyr Gin Gly Ser Tyr Gly Phe Arg Leu Gly 

100 105 110 



Phe Leu His Ser Gly Thr Ala Lys Ser Val Thr Cys Thr Tyr Ser Pro 
115 120 125 



Ala Leu Asn Lys Met Phe Cys Gin Leu Ala Lys Thr Cys Pro Val Gin 

ffilE# 2005-3006375 
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Leu Trp Val Asp 
145 



Ala He Tyr Lys 



Pro His His Glu 

180 



His Leu He Arg 
195 



Arg Asn Thr Phe 
210 



Val Gly Ser Asp 
225 



Ser Cys Met Gly 



Leu Glu Asp Ser 

260 



Arg Val Cys Ala 
275 



Leu Arg Lys Lys 
290 



Lys Arg Ala Leu 
305 



Lys Pro Leu Asp 



Ser Thr Pro Pro 
150 



Gin Ser Gin His 
165 



Arg Cys Ser Asp 



Val Glu Gly Asn 

200 



Arg His Ser Val 
215 



Cys Thr Thr He 
230 



Gly Met Asn Arg 
245 



Ser Gly Asn Leu 



Cys Pro Gly Arg 

280 



Gly Glu Pro His 
295 



Pro Asn Asn Thr 
310 



Gly Glu Tyr Phe 
325 



Pro Gly Thr Arg 
155 



Met Thr Glu Val 
170 



Ser Asp Gly Leu 
185 



Leu Arg Val Glu 



Val Val Pro Tyr 

220 



His Tyr Asn Tyr 
235 



Arg Pro He Leu 
250 



Leu Gly Arg Asn 
265 



Asp Arg Arg Thr 



His Glu Leu Pro 

300 



Ser Ser Ser Pro 
315 



Thr Leu Gin He 
330 



Val Arg Ala Met 

160 



Val Arg Arg Cys 
175 



Ala Pro Pro Gin 
190 



Tyr Leu Asp Asp 
205 



Glu Pro Pro Glu 



Met Cys Asn Ser 

240 



Thr He He Thr 
255 



Ser Phe Glu Val 
270 



Glu Glu Glu Asn 
285 



Pro Gly Ser Thr 



Gin Pro Lys Lys 

320 



Arg Gly Arg Glu 
335 
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Arg Phe Glu Met Phe Arg Glu Leu Asn Glu Ala Leu Glu Leu Lys Asp 

340 345 350 



Ala Gin Ala Gly Lys Glu Pro Gly Gly Ser Arg Ala His Ser Ser His 
355 360 365 



Leu Lys Ser Lys Lys Gly Gin Ser Thr Ser Arg His Lys Lys Leu Met 
370 375 380 



Phe Lys Thr Glu Gly Pro Asp Ser Asp 
385 390 
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mouse monoclonal Abs 
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Allti-p53 IFL'iStt) 

Rabbit polyclonal Ab* 
(5ug/ml) 



• z 

■ ( 

1 « 

* • 


at 

• 

4 * • 

* 

* 




1 ^ 



[II 2] 




fflSE# 2005-3006375 



12003-428300 



2/E 



m 3 ] 



> ^ 




Anli-p^ t -tormina! 
i IranacUiction 1 ubMralnricsi 



273 



,2? / *^ 




Atti-p53 
iFI,->dl,s;inlacriizi 
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ffi I A 



[503302207] 



1 . ^JE^J! S 



2 0 0 4^ 8 E 60 
f] 3 0 1 0 5 0 9 0 2 



tB tE#^- mtl# 2 0 0 5 - 3 0 0 6 3 7 5 
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[301050902] 



1 . fl^H B 
ft £ 



2004^ 8 60 

mMI^Kj^y PHTI 1 
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2 . ^l^H B 



2 0 0 4^ 8 



6 B 

«£ * ^ 



C3 
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